•please amend claims 4-5. 8, U./^d 28 by changing U,eir dependency to depend ftom 



claim 20 instead of claim 1 . 



N>\7 2. (Amended) The method of^m [1] 20, toher comprising [isolating an adenoviral 



particle] r^rifyinp adenoyira^om 
chromatography stecs 



said cell lysate - r----'^ that inrhides one or more [using] 




(Amended) The method of claim [l]ie^ wherein [the glucose concentration in said media 
is maintained between about 0.7 and about 1.7 g/L] th...ll^m^.rfi^^ 



20. (Amended) Aj!.!h.^feJIsd-m^^Sb^^ 

(^7./ rnm position rnmprising: 

a) prnwin p host rplk in a media; 
pf^rfiising S3 id host cells; 
i^fePtin p host c^ "'' """^M" adenovirus; 
l^sisasaidho^^ 

is achieved through autolysis of infected cells^and 
e) ,,Mf,inr A"- --^d ivsate to_^ rovidea^h.rmareutica]l y acceptable 
f^r^^nnv^1^k com position . 



b) 
c) 
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22. (Amended) Tlie method of wherein (said isolating consists essentially of a 



i single chromatography step] tb^hrnm.tnrr-. phy -.T '-"■"Prises essentially a sinsle 



rhromatogr aphv step. 



^'^ended) The mefltod of clain,«5 (521, wherein said medin i, . sen.m-free media and said 
/V*^ host cells are [adapted for growth] rapahle of growing m serum-ftee media. 

\ Please amend 
I 52. 



the dependency of claims 54 and 55 to depend from cl^20 instead of from claim 




Please add the following new claims, claims 70 - 1 17: 



70. A method for producing an adenovirus compositiorv6ompnsmg: 



s 



a) 



growing host cells in a media comprising glupdse; 

b) perfi^sing said cells at a rate io/ov\At a glucose concentration of less than 2.0 
g/L; 

c) infecting said host ceu/with an adenovirus; and 

d) harvesting and ^ng said host cells to produce a lysate comprising said 
adenovirus composition. 



.71. m meyd of claim 70, wherein the cells are perfixsed at a rate to provide a glucose 
concentratiotf^f less between about 0.7 and 1.7 g/L. 
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.ethod of Cai.^, t^e^in .id adenovUu. — s ^ adenovln. vec.or 
comprising an exogenous gene construct. 

y ^ ^ me^od of olain,^. tLin said gene co„s«uc. i. opera«vely ii>*ed «, a promote,. 

' ^S?*/ . -J io Wdn TF RSV LTR, p-actin, CMV IE, 

^ The method of claim^wherem said promoter is SV40 IE, KbV L , P 

adenovirus major late, polyoma F9.1 , or tyrosinase. 

X'^l^e method of claim X wherein said adenovirus is a replication-incompetent 

adenovirus. 

'^^ The method of claim^wLn the adenovirus is lacking at least a portion of the El- 

(7 • ■ 

^ ^'^The »ed.od of claimX wLein *e adenovirus is lacidng a. lea.t a portion of d,e E. A 



and/or ElB region. 

M^' ^ .eU,„d of Cainr^ wherein said hos. ce„s are capable of co.pien,en.ins 

replication, 

-^^''^le method of claim^ wherein said host cells are 293 cells. 
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^^*Tl,e m=*od of cWm^. wirein said exogenous gene consttue. encodes a *empeu.ic 
gene. 

^. '*''The method of daim^lferein said therapeutic gene encodes anUsense ras, antisense 
^c. ^Usense ™/ antisense er*. antisense src. antisense antisense M antisense 
antisense »tisense antisense to, antisense »c, antisense atl. Rb, Cm, pi6, p21, p27. 
p57. P73, C-CAM. APC. CTS-l. zaci. scFV ras. DCC. NF-i, NF-2, WT-l, MEN-l, MEN-H, 
BRCAl, VHL. MMACl, FCC, MCC. BRCA2. IL-1. IL-2. IL-3. lL-4, IL-5, IL-6, IL-T. IL-8, IL- 
9, IL-10, IL-1 1 IL-12, GM-CSF G-CSF, thymidine kinase or p53. 

^ The method of claim>f; wherein said therapeutic gene encodes p53. 



y'^H.e method of claimX wherein said cells are harvested and lys«l e, * using a 
hypotomc solution, hypertonic solution, freeze-thaw. sonication. impinging jet. microfluidization 

or a detergent. 

The method of claun ^wherein said cells are harvested and lysed in situ using a 
hypotonic solution, hypertonic solution, or a detergent. 



■ The mefltod of claim*f; wherein said cells are lysed and harvested using detergent 
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^"^e method of claim X wherein said detergent is Thesit®, NP-40® Tween-20® Brij- 
58®, Triton X®-100 or octyl glucoside. 

M The method of claim JCT, further comprising purifying adenovirus from said cell lysate. 

cn • 

^ The method of claim>C wherein said media is subjected to diafiltration. 

^ The method of claim^^T; wherein said purifying involves treatment of the cell lysate with 

a nuclease. 

^ The method of claim 5<'wherein said nuclease is Benzonase orPulmozyme . 

The method of claim ^ wherein said purifying includes chromatography using one or 
more chromatography steps. 



92. The method of claim 91, said chromatography comprises essentially a single 

chromatography step. 



^^\e method of claim X therein said chromatography step involves ion exchange 



chromatography. 
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^ The method of claim ^ wherein said ion exchange chromatography is amon exchange 
chromatography. 

The method of claim -9< wherein said anion exchange chromatography utilizes DEAE, 
TMAE, QAE, or PEL 



^ The method of claini^, wherein said anion exchange chromatography utilizes Toyopearl 
Super Q 650M, MonoQ, Source Q or Fractogel TMAE. 

^ The method of claim/^C wherein said ion exchange chromatography is earned out at a 
pH range of between about 7.0 and about 10.0. 

m'. The method of claim^, ftirther comprising a concentration step employing membrane 
filtration. 



-99r The method of claim^ wherein said filtration is tangential flow filtration. 

-iOtf. The method of claim BIS, wherein said filtration utilizes a 100 to 300K NMWC, 
regenerated cellulose, or polyether sulfone membrane. 



101. A method fot/^eparing a pharmaceutically acceptable adenovirus composition 



compnsing: 
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a) growing host cells; 

b) infecting said host cells with an adenp^irus; 

c) lysing said host cells using a ly^ technique other than freeze-thaw to produce a 
crude lysate composition oattiprising adenovirus; and 

d) purifying adenovirus/rom said lysate by a process that includes one or more 
chromatography/steps, to provide a pharmaceutically acceptable adenovirus 
compositior 



-tOSr'^^he method of claim -KTt^herein the cells are lysed by solid shear, detergent lysis, 
liquid shear or sonication, to produce a cell lysate. 



63 (o^ 
Am: The method of claim JjQSTwherein the cells are lysed by detergent lysis. 



\^ The method of claim >0< wherein the cells are lysed by detergent Thesit®, NP-40^ 



Tween-20®, Brij-58®, Triton X-100® or octyl glucoside. 

jm. The method of claim 0^84; wherein said detergent is present in the lysis solution at a 
concentration of about 1% (w/v). 



^^\he method of claim iOlfwherein the cells are perfused in a glucose containing media at 
a rate to provide a glucose concentration of between about 0.7 and 1.7 g/L. 
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' on 6/ ^ . 

407" The method of claim-tel, wherein said lysate is subjected to a diafiUration step. 



FToS. The method of 101, wherein the chromatography comprises essentially a single 
1 chromatography^ep. 



-tC^: The method of claim wherein said chromatography step involves ion exchange 
chromatography. 



V 




,110. A method for preparing a pharmaceutically acceptajzde adenovirus composition 
comprising: 

a) growing host cells in a media; 

b) infecting said host cells with an aden<Wirus; and 

c) harvesting and lysing said hosycells to provide a lysate comprising adenovirus; 
and 

d) purifying adenovirus ft^i said lysate by a process that includes a chromatography 
step, wherein s£d chromatography step involves essentially a single 
chromatograt^ step, to provide a pharmaceutically acceptable adenovirus 
composkion. 



Ur. The method of claim 110, whgfdh said chromatography step involves ion exchange 
chromatography. 
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.112. The method of claim 1,11, wherein said ion exchange chromatography is anion exchange 
chromatography. 

1 13. The method of claim 112, wherein said anion exchange ^omatography utilizes DEAE, 
TMAE,QAE, or PEL 

114. The method of claim ^112, wherein said apdon exchange chromatography utilizes 
Toyopearl Super Q 650M, MonoQ, Source Q or Fractogel TMAE. 

LI 5. The method of claim i;0, wherein th/ adenovirus is subjected to purification steps that 
include reducing the concentration of contaminating nucleic acid. 

) / 

1 V6, The method of claim 110, Wther defined as comprising the steps of concentrating said 
crude cell lysate, exchanging bufi^r of said crude cell lysate, and reducing the concentration of 
contaminating nucleic acids ii/said crude cell lysate. 

/ ^ ^ 

117. The method of/claim 110, wherein said media is serum-free media and the cells are 
capable of growingin serum-free media. 



118. A method for prep/ing a pharmaceutically acceptable adenovirus composition 

comprising: 

a) growing/feost cells; 



A: 190364(42VW01I.DOC) 



11 



b) perfusing said host cells; 

c) infecting said host cells with an adenovirus; 

d) lysing said host cells using a lysipfi technique other than freeze-thaw to produce a 
crude lysate composition comi(rising adenovirus; and 

e) purifying adenoWus from said lysate by a process that includes a 
chromatography step/wherein said chromatography step involves essentially a 
single chromatos4>hy step, to provide a pharmaceutically acceptable adenovirus 
composition. 

119. The method (/ claim 20, 70 or 118, wherein the perfusion is achieved by a fed-batch 
process. 



120. The^ethod of claim 20, 70 or 118, wherein the perfusion is achieved by continuous 



jerfusion- 



REMARKS 

Claims in the Case, and Amendments to the Claims 

Claims 1, 16-19, 31-52, 57-69 have been canceled without prejudice to represent the 
bject matter of these claims in later continuing cases. Claims 2-5, 8, 1 1, 12, 20, 22, 28, 53-55 
have been amended, and claims 70-120 have been added. Claims 2-15, 20-30, 53-56 and 70-120 
are currently pending. 



sui 
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